. Endocardial cushion development in wild type embryos A: At E10,5 endocardial cells have migrated into the septal cushion (Sc) (blue) and parietal cushion (Pc) (purple). These cushions remained connected by a transitional zone (Tz) (cyan), a thin region of cardiac jelly sparsely populated by cells. B: The Pc and Sc enlarged at E11.5 whereas the transitional zone remained sparsely populated. C: At E12.5 the transitional zone was positioned at the site of the commissure between the left coronary leaflet (LC) and non-coronary leaflet (NC). The NC (yellow) was separated from the Pc. Myocardial cells were NKX2.5 positive (brown) . Scale bar is 50µm.
. NKX2.5 + /TROPOMYOSIN -cells represents ISL1 + second heart field cells contributing to the outflow tract.
A-E: Immuno-fluorescent images showing co-expression of NKX2.5 and ISL1 in second heart field cells contributing to the formation of the outflow tract in E11.5 wild type embryos. Colour scheme: Anti-NKX2.5 (red), Anti-ISL1 (green), Anti-TROPOMYOSIN (grey), DAPI was used as a nuclear staining (blue). Scale bar: 50µm. Figure S3 . Direct NKX2.5 + /TROPOMYOSIN -second heart field cells contribution to the aortic valve A-E: NKX2.5 + /TROPOMYOSIN -second heart field cells migrate into the cushions during development and contribute directly to the formation of the aortic leaflets. Colour scheme immunofluorescent images: Anti-NKX2.5 (green), Anti-TROPOMYOSIN (grey), Nuclei were stained with DAPI (blue). Colour scheme imunnohistological images: Anti-NKX2.5 (brown), nuclei are counterstained using hematoxine eosine (HE). Scale bar: 50µm.
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